WO 2005/028509 



PCT/EP2004/010700 



1 / 21 



A 



O 
O 



B 



j_ O 

■g CO 

O 52 

o ^ 

= o 

CP ^ 

O ^ 



A 




o 
o 

C CO 

O Q 
O SO 

Q 

o 

CM 



10° 10"' 10 s 10 3 10* 

Fluorescence intensity 




w id* i5 8 To 4 

Fluorescence Intensity 




1Q 3 

ntenslty 
HEK293 





o 
o 






MM 

c 

o 

o 


O ll 

O * 

CO ;; 




ft fc 

t VA< 


Cell 


o j 

!i 

O i| 
CM ' 

i* 




A V 

/V 




10* 


10* 


10 s 



to 3 10 4 



hTLR2 

Jo 



mTLR2 Vector 



RAW 
264.7 



Fig, 1 



WO 2005/028509 



PCT/EP2004/010700 



2/21 



Mouse 
TLR2* 



Mouse 

TLB2* f * 



Human 



rnTLR2 



HEK293 
hTLB2 



Veclot 




123 



Macrophages 
ConA 



Overlay 




Fig. 2 



WO 2005/028509 



3/21 



PCT/EP2004/010700 




Fig. 3 



WO 2005/028509 



PCT/EP2004/010700 



8 
o 



Surface 



4/21 

Intracellular 




B 



TLR2 
Spleen 

TLR2** TLR2-' f - 



o 



13 




0J69 






















'fbr 








tm 



23 r 5 

A 


0,11 




* ' 1.38 



23 




3.06 


51,6| 

1 


0.21 


.•""7 


# ! 




| 

M 


















0*77 



TLR2* h 


' 17 


0.095 














• 62,1 


2.56 




"t 

0.84 



Peritoneal cavity 

TLR^- 



12.8 

M 


0,11 


i 


• 

(- 


0.51 






71.5 




0.27 




! . . 






0-092 



TLR2 

Spleen Peritoneal cavity 

TLR2 4 ' TLR2*** TLR2^ 



T — 

Q 

O 



9.43 

: Jri 

■J i 


3.1 

1 


• Wtf'-- 2.38 




6.57 

i 4 


23.9 

'rf - -- 

- 2.47 



! 20.51 o.ss 

' i 




25. B . 

-$ 


0.33 




24 


0.1 






0.12 




0.15 












YmM 1.51 

lit 




57.3 

f V, 


35.6 

i 


■ 
■ 


89,6 


0.85 


:#f^ "1-99 






o.a 


i) 


O.OB 










k 



TLR2 



Fig, 4 



WO 2005/028509 



5/21 



PCT/EP2004/010700 




WO 2005/028509 



6/21 



PCT/EP2004/010700 




WO 2005/028509 PCT/EP2004/010700 

7/21 




WO 2005/028509 



8/21 



PCT/EP2004/010700 



Fig. 8 




WO 2005/028509 



PCT/EP2004/010700 



9/21 



Fig. 9 






WO 2005/028509 



10 / 21 



PCT/EP2004/010700 



Fig. 10 



cr 

S3 
CL 

3 



OP 1° 



CTQ 

3* 



to 



Crq 



to 



b 3 

CTQ tO 



hIL-6 (pg/ml) 



LA 

o 



h-^ h— ^ to 

o ^ o 
o o o 



to 

o 

o o 



Ux O 

o o 



unsti 



§ P3C- 
£ 20[xg/ml 



P3C- 
20pig/ml 



P3C- 
20[xg/ml 



10 j 

P P3C- 



20^g/ml 



t S P3C " 
^ 20[ig/ml 

£3 l 



P3C- 



g- Lr, 20tig/ml 



P3C- 
20ng/ml 



P3C- 



o B 
g- {jj 20ng/ml 



P3C- 



| B 
g- y, 20|xg/ml 



i 



H 



3 
H 

in 



□ 



CD 
fa 
P 



WO 2005/028509 



PCT/EP2004/010700 



11 / 21 



Fig. 11 



o 
o 



hTNFa (pg/ml) 

H-i I— i tO 

O O 
O O O 

O O O 



to OJ 

C/i o 

o o 

o o 



B 
D- 

i 



O 



unsti 



g P3C- 
j£ 20|ig/ml 



Ig P3C- 
g" 20[j,g/ml 



o H 



B 



j 



to , 
o H 

Qrq ^ 



OTQ 

3 



^ 3 

"3. jj 
3 



© 3 

CTQ K> 

3 V 1 



o 3 

"5= H 

crq to 



O 3 

crq to 
S3 V 1 



P3C- 
20[Xg/ml 



P3C- 
20pig/ml 



P3C- 
20(xg/ml 



P3C- 
20ixg/ml 



P3C- 
20[Ag/ml 



P3C- 
20(Ag/ml 



P3C- 
20(i g/ml 



□ 



P3 



WO 2005/028509 



12 / 21 



PCT/EP2004/010700 



Fig. 12 



TNFa (ng/ml) 



S3 



p 



to o 

o o 

"5= p 

CfQ CTQ 



o 

1* to 
^ p 

CTQ oq 



3 >v 

NJ O 

o © 

1= p 
II- 



o 



o 

4*. 



O 

ON 



O 

oo 



to 

























1 




— I 




















— 1 












H 













B 

H 

i 

H 



H 
to 

In 



□ 

CP 
P 



WO 2005/028509 



13 / 21 



PCT/EP2004/010700 



Fig. 13 




oo 
o 



WO 2005/028509 



14 / 21 



PCT/EP2004/010700 



Fig. 14 



450 nm absorbation 



o 



O 
CO 



O 
4^ 



o 
cn 



o 

CD 



O 




=■ eg ^ 

CD 01 



m 

r; 

CO 

> 

CD 
(0 



ro 



□ 



3 3 



□ 

ro 
■ 

ro 

CD 
CO 



□ 
X 

m 

rb ro 

CD 0 

00 co 



WO 2005/028509 PCT/EP2004/010700 

15 / 21 



Fig. 15 



h- 

CO 
CM 



CO 
CD 
CM 
CM 

DC 



J? 



4 



I 



CM 

DC 



£ 

a 



CO 
O) 
CM 
i 

CM 



LL 



CD 
LL 



00 



WO 2005/028509 



16 / 21 



PCT/EP2004/010700 



T2.5 



a Flag 



hT2.5 Lys hT2.5 Sup Agarose 



2 



3 



4 



5 



6 



7 



8 



9 



10 



97 kD — 




Abs for IP, as indicated, hT2.5 stands for lineralized T2.5 heavy chain and light chain fused with 
C terminal human lgG1 Fc. 

Agsfor IP,for lanes 1 , 3, 5, 7, 9, it was lysatesfrom HEK293 cells over expressing Flag taged mouse TLR2 
for lanes 2,4,6,8, 10, it was lysates from HEK293 cells without any transfection. 

WB was done with anti Flag poly clonal sera. Binds at 97 kD resolved on 1 0 % SDS-PAGE gel indicate 
the position of Flag taged murine TLR2 upon overexpression in HEK 293 cells precipated with Abs. 
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